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For each size class: 
Identify one or more nucleotides at 
predetermined position(s) 
Amplify associated tags 
Specifically hybridize to anti-tags on 
hybridization array 



Fig . lo_ 



; ! 1 i s i ! ! i I j 


■ i ! 


t ; 


1 f 


T' i ! • i '. ; r 

! .,. . L- 


4 1 ! 

4 


1 1 


\ 1 



! i 




i ■ i 



..... 



=1 



.„ „ $ e psetr |?P .1/ * * *J.ec4i«^ _ 

„ ..iLC^y^e^-^ i^y ^igg Q&'t ) 




TTO" 



j A^+*_. 

^ 0 -V {_mi'«n<s!<=if-w 




Tr .-\$£iJ-&- 

I ii Ac: 



r _...C3^._i_. 




- HniW — -- wyti fe)— I 




Construct tag-cDNA 
conjugates 



Sampte/Expand/lsoiate fz&o) 




Separate into 6 aliquots 

Ligate initiating Adaptors 1-6 in separate 

reactions (only #3 shown below) 



1 2 3 4 5 6 




Fig. 2a 



Initiating Adaptors 1-6 




1A1: Bases 1-2 



IA2: Bases 3-4 



I A3; Bases 5-6 



IA4: Bases 7-8 



IA5: Bases 9-10 



IA6: Bases 11-12 



Fig. 2b 



From Aliquot 3 
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Take a portion of aliquot 6 
and process as shown 
in Fig. Iff. 
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PCR via primer binding sites P1 and IA3 

2.2 
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biotin 



Separate into 8 aliquots/Purify 
w/streptavidin beads. 
Cieavew/Bsg I to produce 2-base 
overhangs. 
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Ligate Sequencing Adaptors 1-8 
(See Fig. 2f) 
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Fig. 2c 




Capture with streptavidin bead 
Wash (z.fc>) 
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To Hybridization Array 



Fig. 2d 
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Capture with streptavidin bead 
Wash (ZHo) 
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PCR w/biotinylated primer 




\ 



■O 



Capture w/avidinated beads 
Anneal primer/synthesize labeled tag 
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Wash (j2.n) 
Melt 




To Hybridization Array 



Fig. 2e 
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P1 Clef) 
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IA6 



biotin 



Capture w/streptavidin beads 
Cleave w/Bsg I 




Nucleotides 11 & 12 



Separate into 6 aliquots 
Ligateto Initiating Adaptors 7-12 
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PCR via P1 and 1A9 



Bsg I site 



Continue 



Fig. 2f 
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Sequencing Adaptors 1-8 
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Fig. 2g 



Tag polynucleotide conjugates 



Sample/Expand/Isolate 
Pac i 




Not (3' recessed 
rare cutter)! 



V 



Cleave w/Bsg I & Not 1 
Extend w/dGTP(biotin) 
Capture w/Streprtavidin beads 
Melt 



v 



Vector 2 



Fig . 3a 
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Anneai P1 primer 
Anneal 3' amino primer 
Extend P1 primer with 5' exo- polymerase 
to copy tag 

Ligate 3' amino primer to tag 
Wash 
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Separate into 24 (=6x4) aliquots 
Anneai extension primer 
Extend extension primer with 
biottnyiated dideoxynudeotide 

Melt 
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Capture w/streptavidin beads 
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Generate RNA or DNA copies of tag 
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Fig. 3b 
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Separate into four aliquots 
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Abi 



Anneal P1 primer 
Anneal 3* amino primer 
Extend P1 primer with 5' exo- polymerase 
to copy tag 

Ljgate 3' amino primer to tag 

Wash 
u 
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Ligate S-mers 
Heat inactivate figase 
Wash 

Extend with biotinylated 
dideoxynucleotide triphosphate 




Fig". 4a 




Generate RNA or DNA copies of 
tags for each size class 



Fig . 4b 
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^ j~ Anneal primer 



First Strand synthesis 



|, Second strand synthesis 
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r, (307) 

Bind to streptavidfn support 
Cleave with r, 
Wash 

Cleave with r 2 
^ L Purify 
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Insert into Vector 
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